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Immunohistochemical staining
Immunohistochemical staining for S-100 protein, neurofilament, protein, synaptophysin (all from Dako Ltd., Tokyo, Japan), chromogranin A (Abcam plc, Tokyo, Japan), vasoactive intestinal peptide (BioGenex, Fremont, CA, USA), succinate dehydrogenase subunit B (Abcam plc, Tokyo, Japan), extracellular signal-regulated kinase 5 and tyrosine hydroxylase (Cell Signaling, Beverly, MA, USA), and ankyrin repeat domain 1 (Santa Cruz, Santa Cruz, CA, USA) was carried out using a standard procedure, described elsewhere (38, 40) . Briefly, the tissue sections (3 μm) were deparaffinized in xylene and rehydrated. Endogenous peroxidase activity was blocked with 3% hydrogen peroxide in methanol for 15 min. Tissue sections were incubated with primary antibodies overnight, after heat-induced autoclave antigen retrieval at 120°C for 10 min. Detection was performed according to the peroxidase method using 3,3'-diaminobenzidine in the presence of hydrogen peroxide. The tissue sections were counterstained with hematoxylin for nuclear detection, dehydrated, and Slides with known structural or numerical abnormalities for the abovementioned probes were used as positive controls.
